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(57) Abstract 



Derivatized carbohydrates are provided which can be used to form a variety of materials including solid delivery systems. The 
derivatized carbohydrates are generally carbohydrates, wherein at least a portion of the hydroxyl groups on the carbohydrate are substituted 
with a branched hydrophobic chain, such as a hydrocarbon chain, via, for example, an ether or ester linkage. The solid delivery systems 
can be used for delivery and release of a variety of substances, and are, for example, in the form of tablets for oral administration, or in 
the form of powders, microspheres or implants for intravenous, intradermal, transdermal, pulmonary or other route of administration. The 
derivatized carbohydrates may be processed to form a solid matrix having a substance, such as a therapeutic agent, incorporated therein. In 
one embodiment, the solid matrix is provided in a solid dose form which is capable of releasing a therapeutic substance in situ at various 
controlled rates. 



FOR THE PURPOSES OF INFORMATION ONLY 



Codes used to identify States party to the PCT on the front pages of pamphlets publishing international applications under the PCT. 



AL 


Albania 


ES 


Spain 


LS 


Lesotho 


SI 


Slovenia 


AM 


Armenia 


FI 


Finland 


LT 


Lithuania 


SK 


Slovakia 


AT 


Austria 


FR 


France 


LU 


Luxembourg 


SN 


Senegal 


AU 


Australia 


GA 


Gabon 


LV 


Latvia 


sz 


Swaziland 


AZ 


Azerbaijan 


GB 


United Kingdom 


MC 


Monaco 


TD 


Chad 


BA 


Bosnia and Herzegovina 


GE 


Georgia 


MD 


Republic of Moldova 


TG 


Togo 


BB 
BB 


Barbados 


GH 


Ghana 


MG 


Madagascar 


TJ 


Tajikistan 


Belgium 


GN 


Guinea 


MK 


The former Yugoslav 


TM 


Turkmenistan 


BF 


Burkina Paso 


GR 


Greece 




Republic of Macedonia 


TR 


Turkey 


BG 


Bulgaria 


HU 


Hungary 


ML 


Mali 


TT 


Trinidad and Tobago 


BJ 


Benin 


IB 


Ireland 


MN 


Mongolia 


UA 


Ukraine 


BR 


Brazil 


IL 


Israel 


MR 


Mauritania 


TJG 


Uganda 


BY 


Belarus 


IS 


Iceland 


MW 


Malawi 


US 


United States of America 


CA 


Canada 


IT 


Italy 


MX 


Mexico 


UZ 


Uzbekistan 


CF 


Central African Republic 


JP 


Japan 


NE 


Niger 


VN 


Viet Nam 


CG 


Congo 


KB 


Kenya 


NL 


Netherlands 


YU 


Yugoslavia 


CH 


Switzerland 


KG 


Kyrgyzstan 


NO 


Norway 


ZW 


Zimbabwe 


CI 


Cote d' [voire 


KP 


Democratic People's 


NZ 


New Zealand 






CM 


Cameroon 




Republic of Korea 


PL 


Poland 






CN 


China 


KR 


Republic of Korea 


FT 


Portugal 






CU 


Cuba 


KZ 


Kazakstan 


RO 


Romania 






CZ 


Czech Republic 


LC 


Saint Lucia 


RU 


Russian Federation 






DE 


Germany 


U 


Liechtenstein 


SD 


Sudan 






DK 


Denmark 


LK 


Sri Lanka 


SB 


Sweden 






BE 


Estonia 


LR 


Liberia 


SG 


Singapore 







WO 99/33853 



PCT/GB98/03888 



CARBOHYDRATES, USEFUL IN SOLID DELIVERY SYSTEMS 



TECHNICAL FIELD 

This invention relates to derivatized carbohydrates, compositions comprised 
thereof and methods for their use. The derivatized carbohydrates can be used to form 
solid delivery systems useful for the dissolution, encapsulation, storage and delivery 
of a variety of therapeutic and diagnostic molecules. 

BACKGROUND ART 

Solid delivery systems are useful in a wide variety of applications such as 
controlled release of labile molecules, particularly bioactive materials such as organic 
pharmaceutical compounds, enzymes, vaccines and biological control agents such as 
pesticides and pheromones. 

Drugs and other active agents are frequently administered orally by means of 
solid dosage forms, such as tablets and capsules. Other oral solid dosage forms 
include lozenges and other hard candies. Solid dosage forms can also be implanted 
subcutaneously for drug delivery. Additionally, solid dosage forms are delivered 
intravenously, or by inhalation to the pulmonary system. 

Solid dose delivery of bioactive materials to biological tissues such as 
mucosal, dermal, ocular, subcutaneous, intradermal and pulmonary offers several 
advantages over methods such as hypodermic injection and transdermal 
administration via so-called "patches". Using injection, there is a risk of infection 
using conventional needles and syringes. Dosing using multidose vials is sometimes 
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variable, and physical discomfort often attends hypodermic injection. Devices used 
for administering drugs transdermal^ usually comprise laminated composites with a 
reservoir layer of drug with the composite being adhered to the skin, i.e., transdermal 
patches, such as described in U.S. Patent No. 4,906,463. Many drugs are not suitable 
for transdermal delivery, nor have transdermal drug release rates for those capable of 
such delivery been perfected. Additionally, transdermal patches often cause topical 
reactions, in many instances precluding their long-term use. 

Subdermal implantable therapeutic systems have been formulated for slow 
release of certain pharmaceutical agents for extended periods of time such as months 
or years. A well-known example is the Norplant® for delivery of steroid hormones. 
In membrane permeation-type controlled drug delivery, the drug is encapsulated 
within a compartment enclosed by a rate-limiting polymeric membrane. The drug 
reservoir can contain either drug particles or a dispersion (or solution) of solid drug 
in a liquid or a solid type dispersing medium. The polymeric membrane can be 
fabricated from a homogeneous or a heterogeneous nonporous polymeric material or 
a microporous or semipermeable membrane. The encapsulation of the drug reservoir 
inside the polymeric membrane can be accomplished by molding, encapsulation, 
microencapsulation, or other techniques. 

The implants release drugs by dissolution of the drug in the inner core and 
slow release across the outer matrix. The drug release from this type of implantable 
therapeutic system is dependent on drug dissolution rate in the polymeric membrane, 
often causing a biphasic release rate. The inner core substantially dissolves; 
however, generally, the outer matrix does not dissolve. 

Implants are placed subcutaneously by making an incision in the skin and 
forcing the implants between the skin and the muscle. At the end of their use, if not 
dissolved, these implants must be surgically removed. United States Patent No. 
4,244,949 describes an implant which has an outer matrix of an inert plastic such as 
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polytetrafluoroethylene resin. Examples of this type of implantable therapeutic 
system are Progestasert IUD and Ocusert system. 

Other implantable therapeutic systems involve matrix diffusion-type 
controlled drug delivery. The drug reservoir is formed by the homogeneous 
dispersion of drug particles throughout a lipophilic or hydrophilic polymer matrix. 
The dispersion of drug particles in the polymer matrix is accomplished by blending 
the drug with a viscous liquid polymer or a semisolid polymer at room temperature, 
followed by cross-linking of the polymer, or by mixing the drug particles with a 
melted polymer at an elevated temperature. The drug reservoir can also be fabricated 
by dissolving the drug particles and/or the polymer in an organic solvent followed by 
mixing and evaporation of the solvent in a mold at an elevated temperature or under 
vacuum. The rate of drug release from this type of delivery device is generally not 
constant. Examples of this type of implantable therapeutic system are the 
contraceptive vaginal ring and Compudose implant. 

A variety of formulations have been provided for administration in 
aerosolized form to mucosal surfaces, particularly "by-inhalation" (naso-pharyngeal 
and pulmonary). Compositions for by-inhalation pharmaceutical administration 
generally comprise a liquid formulation of the pharmaceutical agent and a device for 
delivering the liquid in aerosolized form. United States Patent No. 5,01 1,678 
describes suitable compositions containing a pharmaceutically active substance, a 
biocompatible amphophilic steroid and a biocompatible (hydro/fluoro) carbon 
propellant. United States Patent No. 5,006,343 describes suitable compositions 
containing liposomes, pharmaceutically active substances and an amount of alveolar 
surfactant protein effective to enhance transport of the liposomes across a pulmonary 
surface. United States Patent No. 5,608,647 describes methods for administering 
controlled amounts of aerosol medication from a valved canister. 

One drawback to the use of aerosolized formulations is that maintenance of 
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pharmaceutical agents in aqueous suspensions or solutions can lead to aggregation 
and loss of activity and bioavailability. The loss of activity can be partially 
prevented by refrigeration; however, this limits the utility of these formulations. The 
use of powdered formulations overcomes many of these drawbacks. The requisite 
particle size of such powders is 0.5-5 microns in order to attain deep alveolar 
deposition in pulmonary delivery. Unfortunately, powders of such particle size tend 
to absorb water and clump, thus diminishing deposition of the powder in the deep 
alveolar spaces. PCT GB95/01861 described powders suitable for use in by- 
inhalation delivery. The powders are of uniform particle size and can be produced 
with varying degrees of hydrophobicity to reduce clumping and increase drug release 
in the surfactant environment of the lung. 

Solid dose delivery vehicles for ballistic, transdermal administration have also 
been developed. For example, in U.S. Patent No. 3,948,263, a ballistic animal 
implant comprised of an exterior polymeric shell encasing a bioactive material is 
described for veterinary uses. Similarly, in U.S. Patent No. 4,326,524, a solid dose 
ballistic projectile comprising bioactive material and inert binder without an exterior 
casing is disclosed. Delivery is by compressed gas or explosion. Ballistic delivery at 
the cellular level has also been successful. Klein (1987) Nature, 327:70-73. There 
are few existing formulations suitable for ballistic delivery. Powder formulations of 
pharmaceuticals generally used are unsuitable for ballistic administration, because 
they vary in size, shape and density. The particles described in PCT GB95/01861 are 
useful for ballistic delivery due to their discrete size. 

For drug delivery, it would be advantageous to provide solid drug delivery 
systems of defined size, shape, density and dissolution rate. It would be 
advantageous to provide solid drug delivery systems which are capable of sustained, 
controlled release of the drug. It would be further advantageous to provide solid dose 
delivery systems which could be formulated using simple and economical methods. 
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PCT/GB 90/00497 describes slow release glassy systems for formation of 
implantable devices. The described implants are bioabsorbable and need not be 
surgically removed. However, these devices are severely limited in the type of 
bioactive material that can be incorporated as these have to be stable to heat and/or 
solvent to enable incorporation into the delivery device. PCT WO 93/10758 
describes a carbohydrate glass matrix for the sustained release of a therapeutic agent, 
which includes a carbohydrate, a therapeutic agent, an agent which inhibits 
recrystallization of the matrix, and a water insoluble wax which modifies release of 
the therapeutic agent from the matrix. 

PCT WO 96/03978 describes solid dose delivery systems, which include a 
vitreous vehicle loaded with a guest substance, and which are capable of releasing the 
guest substance at a controlled rate. The controlled release from the latter solid dose 
delivery systems, is achieved by the use of glass-forming, hydrophobically 
derivatized carbohydrates as solid vehicles, with the choice of derivative group 
selected to reduce solubility of the matrix material in aqueous media. To improve the 
glass-forming characteristics of such hydrophobically derivatized carbohydrates, we 
have looked at increasing the carbon chain length of the derivative group but found 
that this parameter is limited as longer carbon straight chains than, for example C4, 
yield oils and not solids. We have, however, found that surprisingly the use of longer 
carbon chains in a branched chain instead gave hydrophobically derivatized 
carbohydrates that formed suitable glasses for use to formulate actives, and facilitate 
their controlled delivery, enabling their use in solid dose delivery systems. 



All references cited herein are hereby incorporated herein by reference. 
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DISCLOSIIRF OF THE INVENTION 

Derivatized carbohydrates are provided, as well as compositions comprised 
thereof and methods of use thereof. The derivatized carbohydrates are generally 
polyol carbohydrates, wherein at least a portion of the hydroxyl groups on the 
carbohydrate are substituted with a branched hydrophobic chain, such as a 
hydrocarbon chain, via, for example, an ether or ester linkage. The derivatized 
carbohydrates are in one embodiment oligosaccharide ester derivatives, such as ester 
derivatives of disaccharides. 

The derivatized carbohydrates can be formed by modification of 
carbohydrates, such as glucose, lactose, cellobiose, sucrose, trehalose, raffinose, 
melezitose or stachyose. The hydroxyl groups of the carbohydrate may be 
substituted, for example via ester or ether linkages, with a branched hydrocarbon 
chain, such as a C3 to C30 branched hydrocarbon chain. The branched hydrocarbon 
chain may be a C3 to C30 hydrocarbon chain, for example, a C3 to about a C20 
hydrocarbon chain. In a preferred embodiment the hydrocarbon chain includes about 
a C3 to C8 hydrocarbon chain. The carbohydrate may be substituted, for example, 
by esterification of one or more of the hydroxyl groups on the carbohydrate with an 
acid such as a fatty acid including a branched hydrocarbon chain. Mixed esters and 
ethers of acids including a branched hydrocarbon chain may be formed, e.g., 
isobutyrate, pivalate, 2,2-dimethylbutyrate, 3,3-dimethylbutyrate, and 2-ethyl 
butyrate. Optionally, one or more of the remainder of the hydroxyl groups can be 
substituted via an ester bond with an acid such as acetate, propionate, or butyrate. 

In one embodiment, the substituted carbohydrate may be substituted trehalose 
(Formula 1) substituted sucrose (Formula 2), substituted lactose (Formula 3), or 
substituted cellobiose (Formula 4), as shown below. Both a and P anomers and 
mixtures thereof may be used. 
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Formula 4 



In each of Formulas 1-4, one or more of R,. g are independently NHR,, 
N(R,)2, 0(C=0)R,, or OR,, wherein R, is a branched, saturated or 
unsaturated, C3-C20 hydrocarbon, e.g., a C3-C8 hydrocarbon, and preferably 
a C5-C6 hydrocarbon. 0(C=0)R 9 may be, for example, an acid acyl group of 
an acid such as isobutyrate, pivalate, 2,2-dimethylbutyrate, 3,3- 
dimethylbutyrate, 2-ethyl butyrate. 

In each of Formula 1-4, the remainder of R M are independently OH, 
NHRio, N(R 10 ) 2 , O(C=O)R 10 , or OR 10 , wherein R 10 is alkyl, for example 
C 1 -C4 alkyl group, such as methyl, butyl, or propyl. 



ilea 



Preferred derivatized carbohydrates include trehalose hexa-3,3- 
dimethylbutyrate, trehalose diacetate-hexa-3,3-dimethylbutyrate, trehalose octa-3,3- 
dimethylbutyrate, lactose isobutyrate-heptaacetate, lactose 3-acetyl-hepta-3,3- 
dimethylbutyrate and lactose octa-3,3-dimethylbutyrate. 

Derivatized carbohydrates within the scope of the invention further include 
carbohydrates, such as disaccharides, wherein one or more the free hydroxyl groups 
are derivatized, for example into an amine or sulphur group, to which hydrophobic 
branched hydrocarbon chains may be attached, for example, via an amide or thiol 
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linkage. 

Compositions, such as solid delivery systems, comprising the derivatized 
carbohydrates, and other components such as bioactives, carbohydrates, binders, and 
any other constituents suitable for use in drug delivery are also encompassed by the 
invention. A wide variety of compositions can be incorporated into the solid delivery 
systems including diagnostic, therapeutic, prophylactic and other biologically active 
agents. The compositions can be in a vitreous or crystalline form, or mixtures 
thereof. 

Solid delivery systems including a substituted carbohydrate may have 
incorporated therein a substance capable of being released from the solid delivery 
system. In a preferred embodiment, the solid delivery system comprises the 
substituted carbohydrate in the form of a vitreous glass matrix having the substance 
incorporated therein. Advantageously, drugs and bioactive molecules are thereby 
provided in a solid, non-hygroscopic, glassy matrix, which undergoes a controlled, 
surface led devitrification when immersed in aqueous environments and subsequently 
effects a sustained release of drugs therein. 

Properties of the glass matrix, such as the release rate of the substance can be 
modulated by choice of modified carbohydrate, and other incorporated materials. 
The glass matrix may be modified, for example, by the addition of different glass 
formers with known release rates. Other materials can be incorporated into the glass 
matrix during processing to modify the properties of the final composition, including 
physiologically acceptable glass formers such as carboxylate, nitrate, sulfate, 
bisulfate, and combinations thereof. The delivery systems can further incorporate 
any other carbohydrate and/or hydrophobic carbohydrate derivative, such as glucose 
pentaacetate or trehalose octaacetate. 

The delivery systems can be in any of a variety of forms including a lozenge, 
tablet, disc, film, suppository, needle, microneedle, microfiber, particle, 
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raicroparticle, sphere, microsphere, powder, or an implantable device. 

The invention further encompasses methods of making the solid delivery 
systems. In one embodiment, the method comprises forming a substituted 
carbohydrate capable of forming a vitreous glass; processing the substituted 
carbohydrate and a substance to be released therefrom, and forming a solid matrix 
having the substance incorporated therein. 

The processing step can be implemented by melting the substituted 
carbohydrate and incorporating the substance in the melt, at a melt temperature 
sufficient to fluidize the substituted carbohydrate, and insufficient to substantially 
inactivate the substance, and then quenching the melt. The melt can be processed 
into a variety of forms. The processing step can be further implemented by 
dissolving or suspending the substituted carbohydrate and the substance in a solvent 
effective in dissolving at least one of the derivatized carbohydrates and the substance, 
and evaporating the solvent. 

The invention also encompasses methods of delivering bioactive materials by 
providing the solid dose delivery systems described above and administering the 
system to a biological tissue. Administration can be by any suitable means including 
mucosal, oral, topical, subcutaneous, intraperitoneal, intradermal, intramuscular, 
intravenous and by-inhalation. 

The delivery systems are uniquely suited to delivery of hydrophobic 
substances such as pesticides, pheromones, steroid hormones, peptides, peptide 
mimetics, antibiotics and other organic pharmaceuticals such as synthetic 
corticosteroids, bronchodilators, immunomodulators and immunosuppressants. The 
invention encompasses these delivery systems. The delivery systems are also suitable 
for delivery of a wide variety of non-medical substances, such as compounds used in 
agricultural applications, including pesticides, or enzymes or other substances added 
to laundry detergents and dyes or colorants. 
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BRIEF DESPRTPTTO N OF THE DRAWTMng 
Figure 1 is a graph depicting the release of a model hydrophilic bioactive 
agent, diltiazem hydrochloride (DZM) formulated (10% loading) in a single straight 
chain HDC, trehalose octaacetate (closed diamonds), or branched chain HDC, 
trehalose octa-3,3,dimethylbutyrate (closed squares) showing the much slower 
release of active from the branched chain HDC formulation in a standard US 
Pharmacopoeia (USP) in vitro dissolution test. 

Figure 2 is a graph depicting the release of a model hydrophilic bioactive 
agent, diltiazem hydrochloride (DZM) formulated (10% loading) in a mixture (1:1 
ratio) of a straight (trehalose octaacetate) and branched (trehalose octapivalate) chain 
HDCs (closed diamonds), or two branched chain HDCs, trehalose octa- 
3,3,dimethylbutyrate and trehalose octapivalate (closed squares) showing the delayed 
release of active from the composite branched chain HDCs formulation in a standard 
USP in vitro dissolution test. 

Figure 3 is a graph depicting the release of a model hydrophobic bioactive 
agent, fluticasone propionate formulated in a single straight chain HDC, trehalose 
octaacetate (Ql, closed diamonds), or branched chain HDC, trehalose octa- 
3,3,dimethylbutyrate (Q2, closed squares) showing the much slower release of active 
from the branched chain HDC formulation in a standard USP in vitro dissolution test. 

BEST MODE FOR CARRVTNJfr OUT THE TNVFXrnnv 

Derivatized carbohydrates are provided, as well as compositions comprised 
thereof and methods of use thereof. The derivatized carbohydrates are generally 
carbohydrates wherein at least a portion of the hydroxyl groups on the carbohydrate 
are substituted with a branched hydrophobic chain, such as a hydrocarbon chain, via, 
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for example, an ether or ester linkage. The derivatized carbohydrates can be formed 
by modification of carbohydrates, such as glucose, lactose, cellobiose, sucrose, 
trehalose, raffinose, melizitose or stachyose. The hydroxyl groups of the 
carbohydrate may be substituted, for example via ester or ether linkages, with a 
branched hydrocarbon chain, for example a C3 to about a C20 hydrocarbon chain. In 
a preferred embodiment the hydrocarbon chain is about a C3 to C8 hydrocarbon 
chain. Preferred derivatized carbohydrates include trehalose hexa-3,3- 
dimethylbutyrate, trehalose diacetate-hexaO.S-dimethylbutyrate, trehalose octa-3,3- 
dimethylbutyrate, lactose octa-3,3-dimethylbutyrate, lactose 3-acetyl-hepta-3,3- 
dimethylbutyrate and lactose isobutyrate-heptaacetate. 

The derivatized carbohydrates are particularly useful in forming solid 
vehicles, such as vitreous glass matrices. The solid vehicles, such as vitreous glasses, 
can be processed into different solid forms, including tablets, powders, lozenges, 
implants and microspheres. A wide variety of substances can be incorporated into 
the solid matrices, including diagnostic, therapeutic, prophylactic, antimicrobial, 
insecticidal, environmental, and other bioactive agents. In the medical field, the solid 
matrices are useful as biodegradable solid materials for controlled delivery and 
release of the incorporated substance. 
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Formation of Derivatized carbohydrates 

The derivatized carbohydrates are formed in one embodiment by the 
esterification of the free hydroxyl groups on a carbohydrate. Additional other 
methods known in the art may be used such as etherification of the free hydroxyls. 
In one embodiment, at least a portion of the free hydroxyl groups are esterified with a 
branched hydrocarbon chain acid, or mixtures thereof. Additionally, optionally, all 
or a portion of the remainder of the free hydroxyls are esterified with another acid, 
such as alkyl acids, e.g., acetic acid, propionic acid, butyric acid, or mixtures thereof. 
A wide variety of partial and mixed esters can be formed. Suitable acids for ester 
formation with free hydroxyls on the carbohydrate that include a branched 
hydrocarbon chain include isobutyrate, pivalate, 2,2-dimethylbutyrate, 3,3- 
dimethylbutyrate, and 2-ethyl butyrate. 

Carbohydrates which may be substituted at the hydroxyl group include 
disaccharides such as trehalose, sucrose, lactose and cellobiose, the structures of 
which are shown below. Either pure anomers or anomer mixtures may be used. 




Trehalose (a-D-Glucopyranosyl-a-D-glucopyranoside) 
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Sucrose (a-D-glucopyranosyl-P-D-Fructofuranoside) 



CH 2 OH 




OH 



Lactose (4-0-p-D-Galactopyranosyl-D-glucose) 




OH 



Cellobiose (4-0- 0-D-Glucopyranosyl-D-glucose) 

Methods for esterifying the carbohydrates are available in the art. For 
:ample, the carbohydrates can be treated with dimethylbutyroyl chloride in 
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anhydrous pyridine to form the dimethylbutyroylated carbohydrate. Additionally, 
partial or mixed esters can be formed by manipulation of the reaction conditions and 
reagent amounts. Such partial and/or mixed esters are also encompassed by the 
invention. 

A variety of derivatized carbohydrates are within the scope of the invention. 
Preferred derivatized carbohydrates include trehalose hexa-3,3-dimethyIbutyrate, 
trehalose diisobutyrate-hexaacetate, trehalose diacetate-hexa-3,3-dimethylbutyrate, 
trehalose octa-3,3-dimethylbutyrate and lactose isobutyrate-heptaacetate. 

The reaction product can be structurally characterized by nuclear magnetic 
resonance spectroscopy (NMR) and its material science properties characterized by 
differential scanning calorimetry (DSC). The characteristic melting points and Tgs 
(glass transition temperatures) for the derivatized carbohydrates can also be 
determined by DSC and other methods known in the art. 



Properties of Derivatized carbohydrates 

Many carbohydrates fail to readily crystallize when dried from solvent. In the 
absence of crystal growth, an alternative solid state, that of an amorphous, optically 
transparent glass is formed. A thermodynamic transition (Tg), measured by 
calorimetry, is characteristic of the glassy state and defines the temperature range 
over which the highly viscous glassy state collapses into a more fluid rubbery state. 
Eventually, as the temperature continues to rise, the viscosity will fall further, 
resulting in a liquid melt. 

In the usual process to form a glass, a high temperature melt is quenched 
(cooled quickly) to solidify without crystallization to a glass. Most materials can 
theoretically quench to glass, however, factors such as low melt viscosity, 
thermodynamically favourable crystalline states and thermal degradation, limit their 
potential to form amorphous rather than crystalline solids. 
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The glass matrices formed from derivatized carbohydrates as described herein 
may be used to stabilize labile bioactive molecules immobilized within the glassy 
matrix. Preferred derivatized carbohydrates have high Tgs, e.g., about 40°C to 85°C, 
and are physically stable. The glass matrices formed therefrom have increased 
hydrophobicity, and thus have many applications as drug delivery vehicles, 
particularly for administration as sustained or delayed release forms. The 
derivatized carbohydrates permit solid matrices to be formed therefrom with selected 
controlled release properties. Without being limited to any theory, it is believed that 
when the solid amorphous matrix is immersed in aqueous environments, drug release 
is effected by a controlled devitrification which begins over the surface of the glass 
particle. As water interacts with the glass, the devitrification front proceeds further 
into the glass. The remaining crystalline matrix allows the previously entrapped drug 
to diffuse away into the surrounding environment at a rate dependent on both HDC 
and drug. 

The invention enables the preparation and use of derivatized carbohydrates 
having glass transition temperatures (Tgs) high enough to form stable glasses to 
allow the formulation of actives such as drugs. In parallel, the glasses undergo a 
slow, controlled devitrification when immersed in water. The methods of the 
invention permit the formulation of drugs in very hydrophobic glassy matrices, 
which can sustain drug release over long time periods. 

Derivatized carbohydrates may also be used to form solid matrices that have a 
partially or substantially crystalline structure. Additionally, glasses may also be 
formed which form a partially or substantially crystalline structure over time after 
incorporation of active. 

Using the methods disclosed herein, in one embodiment, C 3 and C 6 branched 
chain fatty acid derivatives of trehalose, and other carbohydrate molecules such as 
lactose, cellobiose, sucrose, raffinose and stachyose can be made, which can be 



WO 99/33853 



PCT/GB98/03888 



17 

melted and quenched to glasses with higher Tgs, e.g., greater than about 30°C, 
preferably greater than about 40°C. 

The Tgs of the compositions encompassed herein are typically less than about 
200°C, typically about 10°C to 100°C, preferably about 20°C and 85°C. The 
derivatized carbohydrates may be used to form glass matrices, wherein the tendency 
to crystallize from the melt or with reducing solvent, is low. Mixtures of derivatized 
carbohydrates also may be used to form the glass matrices. Glasses formed using the 
derivatized carbohydrates preferably have melt temperatures suitable for the 
incorporation of substances such as biologically active compounds, without thermal 
degradation, and have Tgs above ambient temperatures. 

Both devitrification of the matrix and the fluidity of the melt at temperatures 
close to Tg can be controlled by choice of the degree and type of substitution of the 
carbohydrate, and by the addition of modifiers such as other derivative sugars and 
certain organic compounds. Suitable derivative sugars and organic compounds are 
described for instance, in PCT GB95/01861. 

As used herein, ambient temperatures are those of the surrounding 
environment of any given environment. Typically, ambient temperatures are "room 
temperature" which is generally 20-22°C. However, ambient temperature of a 
"warm room" (for bacteriological growth) can be 37°C. Thus, ambient temperature 
is readily determined from the context in which it is used and is well understood by 
those of skill in the art. 

Formation of Delivery Systems 

The derivatized carbohydrates can be used to form a biodegradable delivery 
system, optionally with a substance incorporated therein, such as a therapeutic 
substance. The derivatized carbohydrates are referred to herein as the "vehicle" used 
to form the delivery system. As used herein, the term "delivery system" refers to any 
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form of the substituted carbohydrate having a substance incorporated therein. 
Preferably, the delivery system is in the form of a solid matrix having the substance 
incorporated therein. The matrix advantageously can be designed to have a desired 
release rate of the substance incorporated therein, by selection of the material 
forming the matrix, selection of the conditions of forming the matrix, and by the 
addition of other substances which can modify the rate of release. 

The derivatized carbohydrates readily form glasses either from a quenched 
melt or an evaporated organic solvent. Examples of methods of forming amorphous 
carbohydrate glass matrices are described in "Pharmaceutical Dosage Forms," Vol. 1 
(H. Lieberman and L. Lachman, Eds.) 1982. 

The derivatized carbohydrates in purified form and substance or substances to 
be incorporated can be intimately mixed together in the appropriate molar ratios and 
melted until clear. Suitable melting conditions include, but are not limited to, 
melting in open glass flasks at about 30-250°C for about 1-2 minutes. This results in 
a fluid melt which can be allowed to slightly cool before dissolving the substance in 
the melt, if required, and quenching to glass for instance by pouring over a brass 
plate or into a metal mould for shaped delivery vehicles. The melts may also be 
quenched by any methods including spray chilling. Melt temperature can be 
carefully controlled and substances can be incorporated into the derivatized 
carbohydrates either in the pre-melted formulation, or stirred into the cooling melt 
before quenching. 

The melts are thermally stable and allow the incorporation of molecules 
without denaturation, or suspension of core particles without alteration of their 
physical nature. The glass melts can be used also to coat micron-sized particles. 
This is particularly important in the formulation of non-hygroscopic powders 
containing hygroscopic actives, for by-inhalation administration of therapeutic 
agents. Compositions made by this process are also encompassed by this invention. 
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Alternatively, solid delivery systems can be formed by evaporation of the 
derivatized carbohydrates and substance to be incorporated in solution in a solvent or 
mixture of solvents. Suitable organic solvents include, but are not limited to, 
dichloromethane, chloroform, dimethylsulfoxide, dimethylformamide, ethyl acetate, 
acetone and alcohols. The exact nature of the solvent is immaterial as it is 
completely removed on formation of the delivery system. Preferably, both the 
substituted carbohydrate and substance to be incorporated are soluble in the solvent. 
However, the solvent may dissolve the substituted carbohydrate and allow a 
suspension of the substance to be incorporated in the matrix. In one embodiment, on 
concentrating the solvent, crystallization of the derivatized carbohydrates does not 
occur. Instead, an amorphous solid ("glass" or "glass matrix") is produced, which 
has similar properties to the quenched glass. Alternatively, solid matrices which are 
partially, substantially or fully crystalline may be formed. Substances can be 
incorporated easily either in solution or as a particle suspension. 

In one embodiment, a solution of the substance to be incorporated containing 
a sufficient quantity of substituted carbohydrate to form a glass on drying can be 
dried by any method known in the art, including, but not limited to, freeze drying, 
lyophilization, vacuum, spray, belt, air or fluidized-bed drying. Another suitable 
method of drying, exposing a syrup to a vacuum under ambient temperature, is 
described in PCT GB96/01367. After formation of a glass containing 
homogeneously distributed substance in solid solution or fine suspension in the glass, 
the glasses can then be milled and/or micronized to give microparticles of 
homogeneous defined size. 

Different dosing schemes can also be achieved by the delivery system 
formulated. The delivery system can permit a quick release or flooding dose of the 
incorporated substance after administration, upon the dissolving and release of the 
substance from the delivery system. Coformulations of vehicles with slowly water 
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soluble glasses and plastics such as phosphate, nitrate or carboxylate glasses and 
lactide/glycolide, glucuronide or polyhydroxybutyrate plastics and polyesters, 
provide more slowly dissolving vehicles for a slower release and prolonged dosing 
effect. Optionally, a substance can be incorporated into the matrix which retards 
recrystallization of the matrix, such as polyvinylpyrrolidone, or a hydrophobic 
substance can be incorporated in the matrix, so as to modify the release rate of the 
substance, such as a water insoluble wax or a fatty acid. PCT WO 93/10758. 

The delivery systems can also be coformulated with a hydrophobically- 
derivatized carbohydrate (HDC) glass forming material. HDC glass forming 
materials are described in PCT WO 96/03978. As used herein, HDC refers to a wide 
variety of hydrophobically derivatized carbohydrates where at least one hydroxyl 
group is substituted with a hydrophobic moiety. Examples of suitable HDCs and 
their syntheses are described in Developments in Food Carbohydrate - 2 ed. C.K. 
Lee, Applied Science Publishers, London (1980). Other syntheses are described for 
instance, in Akoh et al. (1987)7. FoodSci. 52:1570; Khan et al. (1993) Tet Letts 
34:7767; Khan (1 984) Pure & Appl Chem. 56:833-844; and Khan et al. (1990) Carb. 
Res. 198:275-283. 

The delivery of more than one bioactive material can also be achieved using a 
delivery system including multiple coatings or layers loaded with different materials 
or mixtures thereof. Administration of the solid dose delivery systems of the present 
invention can be used in conjunction with other conventional therapies and 
coadministered with other therapeutic, prophylactic or diagnostic substances. 
Compositions such as these are encompassed by this invention. 

The solid delivery systems can be used to deliver therapeutic agents by any 
means including, but not limited to, topical, transdermal, transmucosal, oral, 
gastrointestinal, intraperitoneal, subcutaneous, ocular, intramuscular, intravenous and 
by-inhalation (nasopharyngeal and pulmonary, including transbronchial and 
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transalveolar). 

Topical administration is, for instance, by a dressing or bandage having 
dispersed therein a delivery system, or by direct administration of a delivery system 
into incisions or open wounds. Creams or ointments having dispersed therein slow 
release bead or microspheres of a delivery system are suitable for use as topical 
ointments or wound filling agents. 

Compositions for transdermal administration are preferably powders of 
delivery systems in the form of preferably homogeneously sized microneedles or 
microbeads. Larger, macroscopic needle and bead forms of the delivery systems are 
also provided for subdermal implantation and extended drug delivery. The particle 
sizes should be small enough so that they cause only minimal skin damage upon 
administration. The powders can be prepackaged in single-dose, sealed, sterile 
formats. Suitable methods of transdermal administration include, but are not limited 
to, direct impact, ballistic, trocar and liquid jet delivery. 

The delivery systems suitable for transmucosal delivery include, but are not 
limited to, mucoadhesive wafers, films or powders, lozenges for oral delivery, 
pessaries, and rings and other devices for vaginal or cervical delivery. 

Compositions suitable for gastrointestinal administration include, but are not 
limited to, pharmaceutically acceptable powders, tablets, capsules and pills for 
ingestion and suppositories for rectal administration. 

Compositions suitable for subcutaneous administration include, but are not 
limited to, various implants. Preferably the implants are macroscopic discoid, 
spherical or cylindrical shapes for ease of insertion and can be either fast or slow 
release. Since the entire implant is dissolved in the body fluids, removal of the 
implant is not necessary. Furthermore, the implants do not contain synthetic 
polymers and are biodegradable. 

Compositions suitable for ocular administration include, but are not limited 
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to, microsphere and macrosphere formulations and saline drops, creams and 
ointments containing these and round-ended shaped rods which fit comfortably in the 
lower conjunctival fornix beneath the lower eyelid. 

Compositions suitable for by-inhalation administration include, but are not 
limited to, powder forms of the delivery systems. There are a variety of devices 
suitable for use in by-inhalation delivery of powders. See, e.g., Lindberg (1993) 
Summary of Lecture at Management Forum 6-7 December 1993 "Creating the Future 
for Portable Inhalers." Additional devices suitable for use herein include, but are not 
limited to, those described in W09413271, WO9408552, WO9309832 and United 
States Patent No. 5,239,993. 

The delivery systems are preferably biodegradable and release substances 
incorporated therein over a desired time period, depending on the particular 
application, and the composition of the system. As used herein, the term 
"biodegradable" refers to the ability to degrade under the appropriate conditions of 
use, such as outdoors, or in the body, for example by dissolution, devitrification, 
hydrolysis or enzymatic reaction. 

Substances Incorporated in the Delivery Systems 

Substances which can be incorporated into the delivery systems include, but 
are not limited to, medicinal or agricultural bioactive materials suitable for use in 
vivo and in vitro. Suitable bioactive materials include, but are not limited to, 
pharmaceutical agents, therapeutic and prophylactic agents, and agrochemicals such 
as pesticides and pheromones. 

Suitable therapeutic and prophylactic agents include, but are not limited to, 
any therapeutically effective biological modifier. Such modifiers include, but are not 
limited to, pharmaceutical actives, subcellular compositions, cells, bacteria, viruses 
and molecules including, but not limited to, lipids, organics, proteins and peptides 
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(synthetic and natural), peptide mimetics, hormones (peptide, steroid and 
corticosteroid), D and L amino acid polymers, saccharides including oligosaccharides 
and polysaccharides, nucleotides, oligonucleotides and nucleic acids, including DNA 
and RNA, protein-nucleic acid hybrids, small molecules and physiologically active 
analogs thereof. Further, the modifiers can be derived from natural sources or made 
by recombinant or synthetic means and include analogs, agonists and homologs. 

As used herein "protein" refers also to peptides and polypeptides. Such 
proteins include, but are not limited to, enzymes, biopharmaceuticals, growth 
hormones, growth factors, insulin, monoclonal antibodies, interferons, interleukins 
and cytokines. 

Organic compounds include, but are not limited to, pharmaceutically active 
chemicals. For instance, representative organic compounds include, but are not 
limited to, vitamins, neurotransmitters, antimicrobials, antihistamines, analgesics, P- 
agonists, p-antagonists, P-blockers, corticosteroids, and immunosuppressants. 

Compositions comprising solid dose delivery systems containing prophylactic 
bioactive materials and carriers therefore are further encompassed by the invention. 
Preferable compositions include immunogens such as for use in vaccines. Preferably, 
the compositions contain an amount of the immunogen effective for either 
immunization or booster inoculation. 

The invention will be further understood by the following non-limiting 
examples. 



Example 1: Synthesis and Physical Properties of Deri va tized 
Carbohydrates 

The carbohydrate derivatives were routinely synthesized by standard 
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esterification of the carbohydrate with the chloride of the desired hydrocarbon side 
chain under anhydrous conditions and the resulting derivatives purified by standard 
techniques of solvent extraction and re-crystallization. For example, octa-3,3- 
dimethylbutyrol trehalose was synthesized by reacting 3,3,-dimethylbutyroyl chloride 
with trehalose in anhydrous pyridine, followed by extraction with ether, hydrochloric 
acid, potassium carbonate solution and water and finally re-crystallized twice from 
alcohol to yield colourless, needle-like crystals of octa-3,3-dimethylbutyrol trehalose 
(-80% yield) of m.pt 138-140°C, a D 112° Trehalose hexa-3,3-dimethylbutyrate 
(THEX) may be prepared by protecting the 6,6'-hydroxy group of trehalose with a 
bulky group such as a trityl or t-butyldiphenylsilyl, for example by heating trehalose 
and trityl chloride in pyridine. The 6,6'-ditrityltrehalose can be acetylated with 3,3- 
dimethylbutyroyl chloride in pyridine to give 6,6'-ditritylhexa-3,3- 
dimethylbutyryltrehalose. The trityl group can be removed by strong acid, for 
example hydrogen bromide in acetic acid, to give THEX. TACT may be prepared by 
acylating THEX with acetic anhyride in pyridine. Suitable work-up yields the HDC 
in crystalline form. The physical characteristics, melting points and glass transition 
temperatures (Tg, °C) of selected carbohydrate derivatives are shown in Tables 1-5. 

It was found that advantageously compounds could be made which melted, 
then quenched to glasses with high Tgs (>40°C). Tables 1 show examples of fully 
substituted pivalate and tertbutyl acetate derivatives which show Tgs up to 81°C, 
much higher that the equivalent straight chain derivatives (butyrate and valerate) 
which form oily syrups instead of glassy solids. This unusual property of branched- 
chain derivatives enables more hydrophobic derivatives (compared to the acetates) to 
be prepared, which permits further reduction of drug release rate for longer term 
applications. 

Table 2 illustrates that mixed straight and branched chain ester derivatives of 
trehalose resulted in glasses with lower water solubilities, yet useful high Tgs. 
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Interestingly, several of these derivatives failed to crystallize during purification 
steps, thus illustrating that selected mixed ester derivatives can be difficult to 
crystallize. Preferred derivatives are those that form stable hydrophobic glasses with 
high Tgs (greater than about 40°C), yet have a degree of instability that produces a 
defined, even crystal growth as the HDC glass interacts with water. The mixed ester 
derivatives offer a combination of both glass stability and increased hydrophobicity, 
which are useful to delay drug release. 

Partially substituted trehalose derivatives, as shown in Tables 3, show 
surprising characteristics of very high Tgs, and in some cases a reluctance to also 
crystallize. These derivatives also fail to crystallize when immersed in water. For 
example, trehalose hexa-3,3-dimethylbutyrate (THEX) is stable in the glassy state 
when immersed in saline medium at 37°C. When the hydroxyl groups are replaced 
with acetates, as with trehalose diacetate hexa 3,3- dimethylbutyrate (TACT) the 
glass stability reduces, though both these glasses are more stable than trehalose octa 
3,3 dimethylbutyrate (TOCT). These compounds thus are useful for controlling the 
release rate of drugs formulated within the respective glasses. To extend this, blends 
of two or more HDCs permits further variations in controlling the rate of 
devitrification and hence drug release. For example, the pure <x,p anomers of lactose 
isobutyrate heptaacetate crystallize from solution; however, when a small amount of 
the corresponding anomer is added, the blend fails to crystallize. Thus, using 
combinations of HDCs and/or anomers thereof, the rate of drug release may be 
controlled. 

Table 4 illustrates some selected properties of other disaccharide ester 
derivatives. Cellobiose octaisobutyrate has a surprisingly high melting temperature, 
yet is very hard to quench to glass. Lactose and cellobiose derivatives tend to have 
higher Tgs than trehalose and sucrose derivatives. Lactose derivatives were found to 
devitrify much more slowly than their corresponding trehalose derivatives despite 
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their similar Tgs. For example, lactose isobutyrate heptaacetate is very stable in the 
glassy state, when immersed in water. It also has a very high Tg (Table 4). 



TABLE 1 Effect of branched versus straight chains 



Derivatized 
Carbohydrate 


M.P.CC) 


Tg('C) 


COMMENT 


Trehalose octaacetate 


135.9 


55 


C2 straight chain 


Trehalose octapropionate 


47 


J 


C3 straight chain. Glass not 
stable above ambient 
temperature 


Trehalose octabutyrate 


syrup 


syrup 


C4 straight chain. No glass 
formation 


Trehalose octaisobutyrate 


78 


7 


C4 branched chain. Glass 
formed, but not stable above 
ambient temperature 


Trehalose octavalerate 


syrup 


syrup 


C5 straight chain. No glass 
formation 


Trehalose octapivalate 


188 


81 


C5 branched chain. Glass 
formed now stable above 
ambient temperature 



Formation of mixed branched and straight chain derivatives 
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Derivatized 
Carbohydrate 


1VI P ( « o\ 

IY1.A .\ V* ) 


1 g( 


COMMENT 


Trehalose 6,6'di-(2,2- 
dimethylbutyrate) hexaacetate 


ainorpnous 




Material not 
isolated in 
crystalline form 


Trehalose 6,6* -di-(3,3- 
dimethylbutyrate) hexaacetate 


165 


50 




Trehalose 6,6'- diacetate hexa- 
3,3-dimethylbutyrate 


140 


44 




Trehalose 6,6'-di-(2- 
ethylbutyrate) hexaacetate 


63 


30 




Trehalose 6 6*- diisnhntvmtp 
hexaacetate 


O / 


42 




Trehalose 4,4' - diisobutyrate 
hexaacetate 


123 


41 




Trehalose 6,6' - dipropionate 
hexaactetate 


amorphous 


43 


Material not 
isolated in 
crystalline form 


Trehalose 4,4' - dipropionate 
hexaactetate 


amorphous 


42 


Material not 
isolated in 
crystalline form 


Trehalose 6,6' dipivalate 
hexaacetate 


159 


56 





TABLE 3 Effect of partially derivatization with branched chains 
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Derivatized 
Carbohydrate 


MP.(°C) 


Tg(°C) 


COMMENT 


Trehalose octapivalate 


188 


81 


Very hydrophobic, most 

lo ucvimiication in 
aqueous environment 


Trehalose heptapivalate 


182 


73 




Trehalose hexapivalate 


203 


86 




Trehalose pentapivalate 


amorphous 


81 


lMatPrifll tint icnlatArl in 
iviaici mi iiui ldOIalcu in 

crystalline form 


Trehalose tetrapivalate 


301 


96 


iviuai iiyuropmiic, least 
resistant to devitrification in 
aqueous environment 


Trehalose octa-3,3- 
dimethylbutyrate 


139 


42 




Trehalose hexa-3,3- 
dimethylbutyrate 


Amorphou 
s 


64 


Material not isolated in 
crystalline form 


Trehalose tetra-3,3- 
dimethylbutyrate 


237 


82 





TABLE 4 Effect of changing carbohydrate backbone 



Derivatized 
Carbohydrate 


M.P.(°Q 


Tg(°Q 


COMMENT 


a, P-Lactose 
octaacetate 


147 


67 


Undefined anomeric ratio 


ot-Lactose 
octaacetate 


119 


70 
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P-Lactose 
octaacetate 


87 






Lactose isobutyrate 
heptaacetate 


amorphous 


60 


1:1 ratio of I and J 

onomers 


p-Lactose 

isobutyrate 

heptaacetate 


amorphous 


60 


Mixed straight and 
branched chain derivative 


a-Lactose 3 -acetyl - 
hepta-3,3- 
dimethvlbutvrate 


128 


48 


Mixed straight and 
branched chain derivative 


a-Lactose octa-3,3- 
d im ethv Ubutvrate 


149 


53 


C5 branched chain. Glass 
stable above ambient 
temperature 


B -Lactose 
octapivalate 


1 £B 
lOo 


on 

00 


C5 branched chain. Glass 
stable well above 
ambient temperature 


a-Cellobiose 
octaacetate 


224 


65 


Poor glass former 


p-Cellobiose 
octaacetate 


193 


53 


Good glass former 


P-Cellobiose methyl 
heptaacetate 




77 

/ / 


Mixed straight chains 
derivative 


P-Cellobiose ethyl 
heptaacetate 


182 


52 


Longer straight chain 
(C2) gives lowers Tg 


P-Cellobiose 
octapropionate 


syrup 


15 


C3 straight chain. Glass 
not stable above ambient 
temperature 


Raffinose undeca- 
isobutyrate 


83 


15 


Branched chain 
derivative of 
trisaccharide 
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Example 2: Incorporation of active into single and composite 
formulations of derivatized carbohydrates and controlled release in vitro 

a. Formulation and controlled release of a model hydrophilic drug 
The model hydrophilic drug diltiazem hydrochloride was incorporated (10% 
loading) into solid vehicles of the single straight chain HDC trehalose octaacetate or 
the branched chain HDCs trehalose octa-3,3, dimethylbutyrate and trehalose 
octapivalate as well as composite formulations (1:1 ratio) of the two branched-chain 
HDCs or the straight chain HDC trehalose octaacetate and the branched chain HDC 
trehalose octapivalate, by quenching from the melt. Release of active from the HDC 
solid dose delivery vehicle was assessed using an in vitro USP (volume 23) type 2 
dissolution test in saline containing 0.1% sodium cholate as the dissolution medium. 
The much slower release of HDC formulated active from a solid vehicle of the single 
branched chain HDC trehalose octa-3,3, dimethylbutyrate as compared to the 
formulation of a single straight chain HDC, trehalose octaacetate (Fig 1) reflects the 
greater stability of the branched chain HDC formulation to devitrification in aqueous 
media. The composite formulation of the two branched chain HDCs (trehalose octa- 
3,3, dimethylbutyrate and trehalose octapivalate) showed a Tg of 61°C (Table 5) and 
a much slower release of active as compared to the composite formulation of a mix 
of straight and branched chain HDCs (trehalose octaacetate and trehalose 
octapivalate) (Fig 2). 

The model hydrophilic drug diltiazem hydrochloride was also incorporated 
(5% loading) into solid vehicles of the single branched chain HDCs trehalose 
diisobutyrate hexaacetate and trehalose octapivalate and composite formulations (1:1 
ratio) of the two branched-chain HDCs by solvent removal by rotary evaporation, in 
a Buchi Rotavapor R-124, of a 20% solution of active plus HDCs in a 
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dichloromethane: acetone mixed solvent (9:1 ratio) system. The composite HDC 
formulation of active showed a Tg of 52.7°C compared to Tgs of 46.5°C (trehalose 
diisobutyrate hexaacetate) and 83.7°C (trehalose octapivalate) of the single branched- 
chain HDC formulations of active. 

b. Formulation and controlled release of a model hydrophobic active 
The model hydrophobic steroid fluticasone propionate was incorporated (5% 
loading) into solid vehicles of the single straight chain HDC trehalose octaacetate or 
the branched chain HDCs trehalose octa-3,3, dimethylbutyrate and trehalose 
dipropanoate hexaacetate and composite formulations (1:1 ratio) of the two 
branched-chain HDCs by either quenching from the melt or solvent evaporation by 
rotary evaporation. Melt incorporation was carried out by melting the HDCs at 150- 
170°C and dissolving the active in the melt at 120-140°C. Rotary evaporation was 
carried out using a Buchi Rotavapor R-124 using a 20% solution of active plus HDCs 
in a dichloromethane: acetone mixed solvent (9:1 ratio) system. The model 
hydrophobic active was also incorporated into solid vehicles of the branched chain 
HDCs, trehalose octapivalate, trehalose diisobutyrate hexaacetate and lactose 
isobutyrate heptaacetate, either quenching from the melt or solvent evaporation by 
rotary evaporation. The Tgs for various examples of the branched chain HDC 
formulations containing active are shown in Table 5. Release of active from the HDC 
solid dose delivery vehicle was assessed using an in vitro USP (volume 23) type 2 
dissolution test in saline containing 0.1% sodium cholate as the dissolution medium. 
The formulation of the single branched chain HDC, trehalose octapivalate (Q2), 
showed a much slower release of active as compared to the formulation of a single 
straight chain HDC, trehalose octaacetate (Ql), reflecting the greater stability of the 
branched chain HDC formulation to devitrification in aqueous media (Fig 3). 
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c. Formulation of a bioactive polypeptide 

The polypeptide hormone insulin was incorporated (10% loading) into solid 
vehicles of the single branched chain HDCs trehalose diisobutyrate hexaacetate and 
trehalose hexapivalate and composite formulations of the branched chain HDCs 
trehalose diisobutyrate hexaacetate and trehalose octapivalate (8:1 ratio) by solvent 
removal by lyophilization of a 20% solution of bioactive peptide plus HDCs in 
dimethylsulfoxide. The Tgs for the trehalose diisobutyrate hexaacetate, trehalose 
hexapivalate and composite (trehalose diisobutyrate hexaacetate: trehalose . 
octapivalate) formulations were 50.1°C, 76.5°C and 45°C respectively (Table 5). 
Release of active from the HDC solid dose delivery vehicle was assessed using an in 
vitro USP (volume 23) type 2 dissolution test in saline containing 0.1% sodium 
cholate as the dissolution medium. The composite branched chain HDC formulation 
(trehalose diisobutyrate hexaacetate:trehalose octapivalate) showed a much slower 
release of active than the single straight chain HDC formulation (trehalose 
octaacetate), with 57% and 88% release of active respectively, after 1 hour in the 
dissolution assay. 



5 Incorporation of actives in single branched chain derivative 
formulations 



Derivatized 
Carbohydrate 


Tg(°C) 


Active 
incorporated 


TgCC) 


Method of 
incorporation 


Trehalose octaacetate 


50 


hydrophobic 
active 


53 


Melt, Solvent 


Trehalose dipropanoate 
hexaacetate 


38 


hydrophobic 
active 


44 


Melt, Solvent 


Trehalose octapivalate 


80 


hydrophobic 
active 


80 


Melt 
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Trehalose octa 3,3 
dimethylbutyrate 


46 


hydrophobic 
active 


45 


Melt, Solvent 


Trehalose dipropanoate 
hexaacetate/trehalose octa 
3,3 dimethylbutyrate 
(1:1) 


n.d. 


hydrophobic 
active 


39 


Melt, Solvent 


Trehalose diisobutyrate 
hexaacetate 


42 


hydrophobic 
active 


50 


Melt, Solvent 


Lactose isobutyrate 
heptaacetate 


60 


hydrophobic 
active 


59 


Melt 


Trehalose diisobutyrate 
hexaacetate 


42 


hydrophilic 
active 


46.5 


lvxcii, ooivenx 


Trehalose octapivalate 


80 


hydrophilic 
active 


83.7 


Melt 


Trehalose diisobutyrate 
hexaacetate:trehalose 
octapivalate (8:1) 


n.d. 


hydrophilic 
active 


52.7 


Melt, Solvent 


Trehalose octa 3,3- 
dimethylbutyratertrehalos 
e octapivalate (1:1) 


n.d 


hydrophilic 
active 


61 


Melt 

1V1C1 L 


Trehalose diisobutyrate 
hexaacetate 


42 


polypeptide 
active 


50.1 


Solvent 


Trehalose hexapivalate 


86 


polypeptide 
active 


76.5 


Solvent 


Trehalose octapivalate: 
trehalose diisobutyrate 
hexaacetate (8:1) 


n.d 


polypeptide 
active 


45 


Solvent 
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Although the foregoing invention has been described in some detail by way of 
illustration and example for purposes of clarity and understanding, it will be apparent 
to those skilled in the art that certain changes and modifications may be practiced. 
Therefore, the description and examples should not be construed as limiting the scope 
of the invention, which is delineated by the appended claims. 
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CLAIMS 



1 . A substituted carbohydrate having the structure defined by a Formula 
selected from the group consisting of 



CH 2 R 




Formula 1: 



CH2R1 




CH2R7 




o v 6 




CH2R8 



f?3 





*7 



Re 



R4 

Formula 3; and 
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wherein, in each of Formula 1-4: 

one or more of Rj. 8 are independently NHR9, NCR^, 0(C=0)Rs, or 
OR,, wherein R» is a branched, saturated or unsaturated, C3-C8 hydrocarbon; 
and 

the remainder of R,. 8 are independently H, NHRjo, N(R, 0 )2, 
O(C=O)R 10 , or OR 10 , wherein R 10 is a C1-C4 straight chain alkyl group. 

2. The substituted carbohydrate of claim 1 

wherein one or more of R,. 8 are independently 0(C=0)R 9 , and 0(C=0)R9 is 
the acid acyl group of an acid selected from the group consisting of isobutyrate, 
pivalate, 2,2-dimethylbutyrate, 3,3-dimethylbutyrate, and 2-ethyl butyrate; and 

wherein the remainder of R,. 8 are independently O(C=O)R 10 , wherein Ri 0 is 
selected from the group consisting of methyl, ethyl, propyl and butyl. 

3 . A substituted carbohydrate selected from the group consisting of 
trehalose hexa-3,3-dimethylbutyrate, trehalose diacetate-hexa-3,3-dimethylbutyrate, 
trehalose octa-3,3-dimethylbutyrate, lactose isobutyrate-heptaacetate, lactose 3- 
acetyl-hepta-3,3-dimethylbutyrate and lactose octa-3,3-dimethylbutyrate. 
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4. A composition comprising a substituted carbohydrate according to 
claim 1, 2, or 3, and a substance capable of being released from the composition. 

5. The composition according to claim 4, wherein the substituted 
carbohydrate is in the form of a solid matrix having the substance incorporated 
therein. 

6. The composition according to claim 5, further comprising at least one 
physiologically acceptable glass selected from the group consisting of carboxylate, 
nitrate, sulfate, bisulfate, a hydrophobic carbohydrate derivative, and combinations 
thereof. 

7. The composition according to claim 5, wherein the composition is in 
the form of a solid delivery system selected from the group consisting of lozenge, 
tablet, disc, film, suppository, needle, microneedle, microfiber, particle, 
microparticle, sphere, microsphere, powder, and an implantable device. 

8. The composition according to claim 5, wherein the substance is a 
pharmaceutical^ active chemical. 

9. The composition according to claim 8, wherein the substance is 
selected from the group consisting of lipids, proteins, peptides, peptide mimetics, 
hormones, saccharides, nucleic acids, and protein nucleic acid hybrids. 

10. The composition according to claim 9, wherein the proteins are 
selected from the group consisting of enzymes, growth hormones, growth factors, 
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insulin, monoclonal antibodies, interferons, interleukins and cytokines. 

1 1 . The composition according to claim 5, wherein the substance is 
immunogenic and is selected from the group consisting of live viruses, attenuated 
viruses, nucleotide vectors encoding antigens, bacteria, antigens, antigens plus 
adjuvants and haptens coupled to carriers. 

12. A method of making a solid delivery system, the method comprising 
processing a substituted carbohydrate according to claim 1, 2, or 3, and a substance 
to be released therefrom, thereby to form a solid matrix having the substance 
incorporated therein. 



13. A method of making a solid delivery system, the method comprising: 

a) forming a substituted carbohydrate according to claim 1, 2, or 3, 
which is capable of forming a vitreous glass; and 

b) processing the substituted carbohydrate and a substance to be released 
therefrom, thereby to form a solid matrix having the substance incorporated therein. 

14 - The method according to claim 12 wherein the processing step 

comprises: 

i) melting the substituted carbohydrate; 

ii) incorporat the substance in the melt, wherein the melt temperature 
is sufficient to fluidize the substituted carbohydrate, and insufficient to 
substantially inactivate the substance, and 

iii) quenching the melt. 



15. 



The method according to claim 12 wherein the processing step 
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comprises: 

x * v ) dissolving or suspending the substituted 

carbohydrate and the substance in a solvent effective in dissolving at least one 
of the substituted carbohydrate and the substance; and 

xv) evaporating the solvent. 

16. The method according to claim 13 wherein the forming comprises 
reacting free hydroxyl groups on a carbohydrate with at least one acid acyl group 
including a branched hydrocarbon chain thereon, thereby to form the substituted 
carbohydrate. 



1 7. The method according to claim 12 wherein the method further 
comprises incorporating into the matrix at least one physiologically acceptable glass- 
forming material selected from the group consisting of carboxylate, nitrate, sulfate, 
bisulfate, a hydrophobic carbohydrate derivative and combinations thereof. 

18. The method according to claim 12 wherein the method further 
comprises processing the matrix into a form selected from the group consisting of 
lozenge, tablet, disc, film, suppository, needle, microneedle, microfiber, particle, 
microparticle, sphere, microsphere, powder, and an implantable device. 

19. The method according to claim 1 8 wherein the substance is a 
pharmaceutically active chemical. 



20. The method according to claim 1 9 wherein the substance is selected 
from the group consisting of lipids, proteins, peptides, peptide mimetics, hormones, 
saccharides, nucleic acids, and protein nucleic acid hybrids. 



i 



WO 99/33853 



PCT/GB98/03888 



1/3 




3SB3J3J UI3ZBlina % 



WO 99/33853 



PCT/GB98/03888 



2/3 



1 



E 

I 



O 
O 



o 

OS 



— I— 
o 

00 




— I— 



— I- 

o 
v© 



o 



I CM 

o 



00 



* o 



WO 99/33853 



PCT/GB98/03888 



3/3 




WORLD INTELLECTUAL PROPERTY ORGANIZATION 
International Bureau 




PCT 

INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(51) International Patent Classification 6 : 
C07H 15/12, 15/04, A61K 47/26, 
9/16 



A3 



(11) International Publication Number: 
(43) International Publication Date: 



WO 99/33853 

8 July 1999 (08.07.99) 



(21) International Application Number: PCT/GB98/03888 

(22) International Filing Date: 23 December 1998 (23.12.98) 



(30) Priority Data: 

60/068,754 



23 December 1997 (23.12.97) US 



(71) Applicant (for all designated States except US): QUAD- 

RANT HOLDINGS CAMBRIDGE LIMITED [GB/GB]; 
Maris Lane, Trumpington, Cambridge CB2 2SY (GB). 

(72) Inventor; and 

(75) Inventor/Applicant (for US only): BLAIR, Julian, Alexander 
[GB/GB]; 27 Landcliffe Road, St. Ives, Cambridgeshire 
(GB). 

(74) Agent: PERRY, Robert; Gill Jennings & Every, Broadgate 
House, 7 Eldon Street, London EC2M 7LH (GB). 



(81) Designated States: AL t AM, AT, AU t AZ, BA, BB, BG, BR, 
BY, CA, CH, CN, CU, CZ, DE, DK, EE, ES, FI, GB, GD, 
GE, GH, GM, HR, HU, ID, IL, IN, IS, JP, ICE, KG, KP, 
KR, KZ, LC, LK, LR, LS, LT, LU, LV, MD, MG, MK, 
MN, MW, MX, NO, NZ, PL, PT, RO, RU, SD, SE, SG, 
SI, SK, SL, TJ, m TR, TT, UA, UG, US, UZ, VN, YU, 
ZW, ARIPO patent (GH, GM, KE, LS, MW, SD, SZ, UG, 
ZW), Eurasian patent (AM, AZ, BY, KG, KZ, MD, RU, TJ, 
TM), European patent (AT, BE, CH, CY, DE, DK, ES, FI, 
FR, GB, GR, IE, IT, LU, MC, NL, PT, SE), OAPI patent 
(BF, BJ, CF, CG, CI, CM, GA, GN, GW, ML, MR, NE t 
SN, TD, TG). 



Published 

With international search report 

Before the expiration of the time limit for amending the 
claims and to be republished in the event of the receipt of 
amendments. 



(88) Date of publication of the international search report: 

30 September 1999 (30.09.99) 



(54) Title: CARBOHYDRATES, USEFUL IN SOLID DELIVERY SYSTEMS 



(57) Abstract 



Derivatized carbohydrates are provided which can be used to form a variety of materials including solid delivery systems. The 
derivatized carbohydrates are generally carbohydrates, wherein at least a portion of the hydroxyl groups on the carbohydrate are substituted 
with a branched hydrophobic chain, such as a hydrocarbon chain, via, for example, an ether or ester linkage. The solid delivery systems 
can be used for delivery and release of a variety of substances, and are, for example, in the form of tablets for oral administration, or in 
the form of powders, microspheres or implants for intravenous, intradermal, transdermal, pulmonary or other route of administration. The 
derivatized carbohydrates may be processed to form a solid matrix having a substance, such as a therapeutic agent, incorporated therein. In 
one embodiment, the solid matrix is provided in a solid dose form which is capable of releasing a therapeutic substance in situ at various 
controlled rates. 



FOR THE PURPOSES OF INFORMATION ONLY 



Codes used to identify States party to the PCT on the front pages of pamphlets publishing international applications under the PCT. 



AL 


Albania 


BS 


Spain 


LS 


Lesotho 


SI 


Slovenia 


AM 


Armenia 


FI 


Finland 


LT 


Lithuania 


SK 


Slovakia 


AT 


Austria 


FR 


France 


LU 


Luxembourg 


SN 


Senegal 


AU 


Australia 


GA 


Gabon 


LV 


Latvia 


SZ 


Swaziland 


AZ 


Azerbaijan 


GB 


United Kingdom 


MC 


Monaco 


TD 


Chad 


BA 


Bosnia and Herzegovina 


GE 


Oeorgia 


MD 


Republic of Moldova 


TG 


Togo 


BB 


Barbados 


GH 


Ghana 


MG 


Madagascar 


TJ 


Tajikistan 


BE 


Belgium 


GN 


Guinea 


MK 


The former Yugoslav 


TM 


Turkmenistan 


BF 


Burkina Faso 


GR 


Greece 




Republic of Macedonia 


TR 


Turkey 


BG 


Bulgaria 


HU 


Hungary 


ML 


Mali 


TT 


Trinidad and Tobago 


BJ 


Benin 


IE 


Ireland 


MN 


Mongolia 


UA 


Ukraine 


BR 


Brazil 


IL 


Israel 


MR 


Mauritania 


UG 


Uganda 


BY 


Belarus 


IS 


Iceland 


MW 


Malawi 


US 


United States of America 


CA 


Canada 


IT 


Italy 


MX 


Mexico 


uz 


Uzbekistan 


CF 


Central African Republic 


JP 


Japan 


NE 


Niger 


VN 


Viet Nam 


CG 


Congo 


KB 


Kenya 


NL 


Netherlands 


YU 


Yugoslavia 


CH 


Switzerland 


KG 


Kyrgyzstan 


NO 


Norway 


ZW 


Zimbabwe 


a 


C6te d'lvoirc 


KP 


Democratic People*! 


NZ 


New Zealand 






CM 


Cameroon 




Republic of Korea 


PL 


Poland 






CN 


China 


KR 


Republic of Korea 


PT 


Portugal 






CU 


Cuba 


KZ 


Kazakstan 


RO 


Romania 






CZ 


Czech Republic 


LC 


Saint Iriiria 


RU 


Russian Federation 






DE 


Germany 


U 


Liechtenstein 


SD 


Sudan 






DK 


Denmark 


IK 


Sri Lanka 


SE 


Sweden 






EE 


Estonia 


LR 


Liberia 


SG 


Singapore 







INTERNATIONAL SEARCH REPORT 



Inton. ..onal Application No 

PCT/GB 98/03888 



A. CLASSIFICATION OF SUBJECT MATTER 

IPC 6 C07H15/12 C07H15/04 A61K47/26 A61K9/16 



According to International Patent Classification (IPC) or to both national classification and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 

IPC 6 C07H A61K 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practical, search terms used) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category * 


Citation of Document, with Indication, where appropriate, ot the relevant passages 


Relevant to claim No. 


X 


WO 96 03978 A (QUADRANT HOLDINGS CAMBRIDGE 
;R0SER BRUCE JOSEPH (GB); C0LAC0 CAMIL) 
15 February 1996 (1996-02-15) 
cited 1n the application 
the whole document, but especially, claim 
11 - celloblose octapropanoate , raffinose 
undecapropanoate; claims 15,19, 
38,39,49,51 


1,4-20 


A 


WO 96 40077 A (GRIBB0N ENDA MARTIN 

; QUADRANT HOLDINGS CAMBRIDGE (GB); R0SER 

BRUCE) 19 December 1996 (1996-12-19) 


1,4,12 


X 


W0 95 21180 A (GLYC0MED INC) 
10 August 1995 (1995-08-10) 
page 16, scheme 1, compound 18; and 
claim 1 

-/-- 


1 


X Further Oocum»m» are Bst»d In tht continuation ot box C. j^jj Patent family members are listed In annax. 



* Special categories ot cited documents : 

"A" document defining the general state of the art which is not 

considered to be of particular relevance 
"E H earlier document but pubttshed on or after the international 

filing date 

V document which may throw doubts on priority ctalm(s)or 
which is cited to establish the publication data of another 
citation or other special reason (as specified) 

"O" document referring to an oral disclosure* use. exhibition or 
other means 

"P" document published prior to the international filing date but 
later than the priority date claimed 



T" later document published after the international filing date 
or priority date and not in conflict with the application but 
cited to understand the principle or theory underlying the 

invention 

"X" document of particular relevance; the claimed invention 
cannot be considered novel or cannot be considered to 
involve an inventive step when the document is taken alone 

"Y" document of particular relevance; the claimed Invention 
cannot be considered to involve an Inventive step when the 
document Is combined with one or more other such docu- 
ments, such combination being obvious to a person skilled 
in the art 

document member of the same patent family 



Date of the actual completion of the international search 

3 August 1999 


Date of mailing of the International search report 

16/08/1999 


Name and mailing address of the ISA 

European Patent Office, P B. 5818 Patentlaan 2 
NL-2280HV Rl)swtjk 
Tel. (+31-70) 340-2040. Tx. 31 651 epo rt, 
Fax: (+31-70)340-3016 


Authorized officer 

Scott, J 



page 1 of 2 



INTERNATIONAL SEARCH REPORT 



Inter., -onai Application No 

PCT/GB 98/03888 



(^Continuation) DOCUMENTS CONSIDERED TO BE RELEVANT 



Category 3 Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



WO 96 01832 A (US GOVERNMENT) 
25 January 1996 (1996-01-25) 
the whole document, but especially page 
14 and page 17, table II 

CHEMICAL ABSTRACTS, vol. 126, no. 3, 
20 January 1997 (1997-01-20) 
Columbus, Ohio, US; 
abstract no. 31577t, 
T.YASUDA: "Method for Producing Alkyl 
Rutlnosldes by Enzymatic 
Transglycos1dat1on of Rutin." 
page 606; column 1; 
XP002110921 
abstract 

& JP 08 253494 A (T0Y0 SUISAN KAISHA, 
JAPAN) 1 October 1996 (1996-10-01) 

WO 99 01463 A (QUADRANT HOLDINGS CAMBRIDGE 
;C0LAC0 CAMIL0 (GB)) 
14 January 1999 (1999-01-14) 
the whole document, but especially, page 
8, line 5 - page 9, line 9; page 10, lines 
20-22; page 21, line 22 - page 22, line 
24; claim 19 



1,4,12 



Form PCT/1SA/21 0 (cenflnuarJon of second sheet) (Jury 1 992) 



page 2 of 



2 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/GB 98/03888 



B x I Observati ns where c rtain claims were found unsearchable (C ntinuation f Item 1 f first sheet) 

This international Search Report has not been established tn respect of certain claims under Article 17(2)(a) (or the following reasons: 
1. [""I Claims Nos.: 

because they relate to subject matter not required to be searched by this Authonty. namely: 



2. | X | claims nqs.: not applicable 

because they relate to parts of the International Application that do not comply with the prescribed requirements to such 
an extent that no meaningful International Search can be carried out specifically: 

see FURTHER INFORMATION sheet PCT/ISA/210 



3. Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 

Box II Observations where unity of Invention Is lacking (Continuation of item 2 of first sheet) 

This imernaoonal Searching Authority found multiple inventions in this international application, as follows: 



1 . I I As alt required additional search fees were timely paid by the applicant this International Search Report covers all 
' — ' searchable claims. 

2. [ I As alt searchable claims could be searched without effort justifying an additional fee. this Authonty did not invite payment 

of any additional fee. 



3. I I As only some of the required additional search fees were timely paid by the applicant, this International Search Report 
' — ' covers only those claims for which fees were paid, specifically claims Nos.: 



4. no required additional search fees were timely paid by the applicant. Consequently, this International Search Report is 
restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark on Protest | | The additional search fees were accompanied by the applicant's protest 

| | No protest accompanied the payment of additional search fees. 



Form PCT/ISA/210 (continuation of first sheet (1)) (July 1998) 



international Application No. PCT£B 98 03888 



FURTHER INFORMATION CONTINUED FROM PCT/ISA/ 210 



Continuation of Box 1.2 
Claims Nos.: not applicable 



The search revealed such a large number of particularly relevant 
documents, especially 1n regard to novelty, that the drafting of a 
comprehensive International Search Report 1s not feasible. The cited 
documents are considered as only a small representative sample of the 
revealed documents, duly taking into account their relevance with respect 
to the subject matter as Illustrated in the examples. 

The following paragraph (standard sentence) is of no relevance, and as 
such is not applicable to the present case. 

The applicant's attention 1s drawn to the fact that claims relating to 
Inventions in respect of which no international search report has been 
established need not be the subject of an international preliminary 
examination (Rule 66.1(e) PCT). The applicant is advised that the EPO 
policy when acting as an International Preliminary Examining Authority is 
normally not to carry out a preliminary examination on matter which has 
not been searched. This 1s the case Irrespective of whether or not the 
claims are amended following receipt of the search report or during any 
, Chapter II procedure. 



Information on patent family members 


Intei anal Application No 

PCT/GB 98/03888 


Patent document 
cited in search report 


Publication 
date 


Patent family 
member(s) 


Publication 
date 



WO 9603978 



15-02-1996 



AU 


688557 


R 


AU 


3185195 


A 

n 


AU 

nu 


7186498 


A 

/» 


L)U 


101278 


A 


CA 


2107982 


A 


CZ 


9700476 


A 


EP 


0773781 


A 


FI 


970867 


A 


HI) 


77777 


A 


JP 


10503769 


T 


NO 


971688 


A 


NZ 


290896 


A 


PL 


318898 


A 


SK 


27797 


A 



12- 03- 
04-03- 

20- 08- 
30-12- 
15-02- 

13- 08- 

21- 05- 
08-04- 
28-08- 
07-04- 
11-04- 
24-04- 
21-07- 
06-08- 



1998 
1996 
1998 
1997 
1996 
1997 
1997 
1997 
1998 
1998 
1997 
1997 
1997 
1997 



WO 9640077 A 19-12-1996 



AU 


6009896 A 


30-12-1996 


CA 


2223438 A 


19-12-1996 


CN 


1193908 A 


23-09-1998 


CZ 


9703912 A 


13-05-1998 


EP 


0831790 A 


01-04-1998 


NO 


975773 A 


03-02-1998 


PL 


323902 A 


27-04-1998 


SK 


167597 A 


07-10-1998 



W0 9521180 


A 


10-08- 


-1995 


US 


5591835 A 


07-01-1997 










AU 


681010 B 


14-08-1997 










AU 


1738495 A 


21-08-1995 










CA 


2182007 A 


10-08-1995 










EP 


0743951 A 


27-11-1996 










JP 


9511233 T 


11-11-1997 










US 


5728685 A 


17-03-1998 


W0 9601832 


A 


25-01- 


-1996 


AU 


3006095 A 


09-02-1996 










ZA 


9505749 A 


07-03-1996 


JP 08253494 


A 


01-10- 


-1996 


NONE 






W0 9901463 


A 


14-01- 


-1999 


AU 


8229998 A 


25-01-1999 



Form PCT/1SA/210 (pttint runty fcnrwx) (July 1902) 



